Northern and western mountains of Iran are among the most important biodiversity and endemism hot spots for reptiles in the Middle East. Among herpetofauna, the montivipers represent an emblematic and fragmented endemic group for which estimating their level of genetic differentiation and defining conservation priorities is urgently needed. Here, we present the most comprehensive phylogenetic study on the Montivipera raddei species group comprising all 5 known taxa, among which 3 are endemic to Iran. Based on 2 mitochondrial genes, phylogenetic and phylogeographic analyses revealed 3 major lineages each presenting very contrasting distribution areas. The Iranian montivipers are highly structured in clades showing low genetic diversity and corresponding to high altitude summits. Molecular dating revealed the role of Quaternary paleo-climatic oscillations and altitudinal movements of montivipers in shaping genetic diversity and differentiation of these sky-island taxa. In addition, the best scenario of historical biogeography allowed identifying 3 possible refugial areas in Iran most likely arising by vicariance. Based on our mitochondrial results and pending additional data, we recognize 3 candidate species among the M. raddei complex: M. raddei, Montivipera latifii, and Montivipera kuhrangica that are coherent with their geographical distribution. We propose that the most appropriate evolutionary significant units for conservation
of the montivipers are represented by 13 units among which 6 are recognized as high priority. Finally, we suggest some recommendations to the IUCN as well as to the Iranian conservation policies with respect to conservation prioritization.
Keywords: ESU, mitochondrial genes, phylogeography, Pleistocene climatic fluctuations, sky-island taxa
The increasing attention toward importance of biodiversity conservation in recent years makes defining units of biodiversity that take into account their evolutionary history the major mission of taxonomy (Deans et al. 2012) . If an accurate taxonomy appears essential in biological conservation, the species level does not always represent the most appropriate taxonomic unit that should be protected (Mace 2004) . Especially in the case of taxa with large or fragmented geographic distribution, phylogeographical inferences can contribute to conservation management below the species level (Fraser and Bernatchez 2001) . Genetic tools can help to identify refugia and zones with highest levels of genetic diversity, localities with isolated genetic populations that can then be targeted for high priority conservation actions (Dool et al. 2016) , and the source populations suitable for translocation genetic rescue (Vander Wal et al. 2013) .
Among viperine snakes, the mountain vipers (genus Montivipera) have been the subject of controversial taxonomic revisions due to the great variability and homoplasy of morphological characters. The genus Montivipera includes 2 sister evolutionary lineages morphologically and genetically well differentiated (Stümpel and Joger 2009; Stümpel et al. 2016) : the "xanthina-complex" that inhabits Asia Minor, Syria, and Lebanon and the "raddei-complex" which is distributed across north, northwestern, and western Iran, southern half of Armenia, south of Azerbaijan, Nakhchivan, and eastern Turkey (Nilson and Andrén 1986) . The Iranian high plateau contains all the 5 known taxa of the raddei-complex (Figure 1 ): M. raddei raddei (Boettger 1890) , Montivipera raddei kurdistanica (Nilson and Andrén 1986) , Montivipera albicornuta (Nilson and Andrén 1986) , Montivipera latifii (Mertens et al. 1967) , and Montivipera kuhrangica (Rajabizadeh et al. 2011) . However, based on mitochondrial and nuclear genes, Stümpel et al. (2016) showed that M. r. kurdistanica and M. albicornuta do not represent monophyletic assemblages that they should be collapsed into M. raddei.
Three species (M. r. kurdistanica, M. albicornuta, and M. latifii) are endemic to Iran (Nilson and Andrén 1986; Rajabizadeh et al. 2011 ) and all these taxa are distributed in mountainous habitats (between 1500 and 3100 m) where they have extremely isolated populations. Thus, the members of the M. raddei represent skyisland taxa, that is, populations located in high-elevated habitats geographically subdivided and isolated from each other among different mountain ranges (Heald 1951) . The genetic differentiation and demography of sky-island species are highly influenced by climatic changes, notably during the Pleistocene glacial cycles (Shepard and Burbrink 2008) . If the genetic consequences of Quaternary glaciations are well known for the Western Palearctic fauna (Taberlet et al. 1998; Hewitt 2004) , much less is known for the Middle East taxa. The last glacial maximum [LGM, about 21 kyr (thousand years) ago] corresponded, in the Sahara and Middle East, to a period of higher aridity than presently (Blanchet et al. 1997 ) and conditions prevailing in this region during the Holocene were much more humid than nowadays. Stümpel et al. (2016) revealed the importance of Pleistocene climatic fluctuations and Middle East relief on mountain viper diversification. Thus, the M. raddei-complex constitutes a case study for studying the consequences of Quaternary glacial cycles in terms of conservation for a highly fragmented taxon.
Moreover, beside habitat alterations due to climate change, the M. raddei populations in Iran are also threatened by human activities such as the presence of herders and tourists in their habitats, illegal collections (notably for venom exploitation) or intentional killing Figure S2) . Inserted map on the left shows the distribution area of the 5 taxa of the M. raddei complex (stars indicate the type locality for each taxon). See online version for full colors. . Thus, there is an urgent need to estimate their level of genetic differentiation as well as their evolutionary potential to define conservation priorities.
In this study, we sampled most of the known populations of the M. raddei-complex to reveal their phylogeographical situation and infer their population history in link with paleoclimate variations. Our objectives were 1) to complete the study of Stümpel et al. (2016) concerning phylogenetic relationships and taxonomic situation of Iranian mountain vipers; 2) to identify refugia and infer an evolutionary scenario explaining the differentiation observed; 3) to define proper conservation units for these threatened taxa, and 4) to propose appropriate conservation measures to 2 official institutions (IUCN and Iranian conservation policies).
Materials and Methods
Taxon Sampling, DNA Sequencing, and Alignment Table S1 ). Tissues samples (parts of 2 ventral scales, tail, or muscle tissues) were obtained from individuals captured during field works or ethanol-preserved animals. No animal was sacrificed for this study. Finally, 3 different species of the Montivipera xanthina complex (M. xanthina, Montivipera albizona, and Montivipera wagneri) representing the sister taxa of the M. raddei complex were added as outgroups (Supplementary Table S1 ).
Total genomic DNA was extracted from tissue samples using a Qiagen DNeasy Tissue kit, following the manufacturer's instructions (Qiagen, Courtaboeuf, France). We amplified 2 fragments of the mitochondrial (mt) genome: 1190 base pairs (bp) of the Cytochrome b (Cyt b) and 750-850 bp of the NADH dehydrogenase subunit 4 (ND4). For some individuals (Supplementary Table S1 ), we amplified 2 nuclear (nc) genes: 770 bp of Ba05 (anonymous noncoding nuclear locus; Barlow et al. 2013 ) and 720 bp of the Tropomyosin intron (TPM; Creer et al. 2005) . All genes were amplified by polymerase chain reaction (PCR; see Supplementary Table S2 for PCR conditions) and sequenced using primers specifically designed for this study or previously published (Supplementary Table S2 ). PCR products were sent to Eurofins Genomics (Ebersberg, Germany) for sequencing. Electropherograms were read and aligned using CodonCode Aligner 4.2.5 (LI-COR, Inc.). Forward and Reverse sequences of the same gene were checked by eye, and a consensus sequence was compiled with CodonCode Aligner. A total of 216 sequences of raddei-complex were obtained (92 for Cyt b, 98 for ND4, 14 for Ba05, and 12 for TPM) that have been deposited in the National Center for Biotechnology Information (http://www.ncbi.nlm.nih.gov/; see Supplementary Table S1 for accession numbers). All sequences were aligned using ClustalW as implemented in Bioedit 7.2.5 (Hall 1999 ).
Phylogenetic and Phylogeographic Analyses
Phylogenetic trees were reconstructed based on the mtDNA dataset using 2 probabilistic methods: Bayesian inference (BI) using MrBayes 3.2 (Ronquist and Huelsenbeck 2003) , and maximum likelihood (ML) with RAxML 8.2.0 (Stamatakis 2014) . Previously to phylogenetic reconstruction, we used PartitionFinder 1.1.1 (Lanfear et al. 2012) to identify the best partitioning schemes and model of sequence evolution for each partition using the "greedy" algorithm, and the Bayesian Information Criterion (BIC). MrBayes was run for 10 million generations sampled every 500 generations and the 2000 first trees were discarded as burn-in. As GTR is the only nucleotide substitution model available in RAxML, GTRCAT was applied to all partitions determined by PartitionFinder. Robustness of nodes was evaluated with 1000 bootstrap replicates and the consensus tree was obtained using the program Consense of the Phylip 3.69 software (Felsenstein 2004) .
The uncorrected genetic p-distances were calculated within and between mtDNA phyletic groups using MEGA v.6 (Tamura et al. 2013) . For several groups of interest, the number of haplotypes (N H ) as well as nucleotide (pi) and haplotype (h) diversities, and the average number of nucleotide difference (k) were computed with DnaSP v5 (Librado and Rozas 2009) . Relationships between haplotypes were also visualized as a minimum spanning network, using the Median-Joining (MJ) network algorithm implemented in the program Network 5.0 (Bandelt et al. 1999 ).
Molecular Dating
Divergence dates were estimated with BEAST 1.8.2 (Drummond et al. 2012 ) and was performed based on 2 calibration points: 1) the initial divergence of Eurasian vipers (including the Macrovipera, Montivipera, and Vipera genera), dated at 20 million years (Myr) based on fossil evidence (Szyndlar and Rage 1999; Head et al. 2016) , was modeled with a lognormal prior with a zero offset on 17 Myr, a default lognormal mean and a default lognormal standard deviation of 1, providing a 95% confidence interval of 17-36 Myr; 2) the uplift of the Panamanian Isthmus that isolated South American populations of Porthidium, dated at 3.5 Myr (Wüster et al. 2002) was modeled with a normal distribution with a mean of 3.5 Myr and a standard deviation of 0.51 Myr, providing a 95% confidence interval of 2.5-4.5 Myr.
Consequently, the Cyt b and ND4 sequences of additional taxa related to the taxa concerned by the calibration points were added to the data set (Supplementary Table S1 ): 4 species of Montivipera, 2 species of Macrovipera, 2 species of Vipera, 2 species of Sistrurus, 4 species of Crotalus, 4 species of Porthidium as well as 3 outgroups (Natrix natrix, Coronella girondica, and Naja naja). The best data partition and evolutionary models were selected for the timing data set using PartitionFinder as previously described. We used a birth-death process, which is more appropriate when considering sequences from different species . Three molecular clock models (strict, exponential, and lognormal relaxed) were also tested, and the best clock model was determined based on a Bayes factor analysis (value of 2LnBF; Brandley et al. 2005) as implemented in Tracer v1.5 . Each analysis was performed using 2 independent runs of 50 million generations, sampled every 1000 generations, with the first 10% discarded as burn-in. Tracer was used to evaluate acceptable levels of MCMC (Markov chain Monte Carlo) chain mixing, the stationary likelihoods, and appropriate lengths of burn-in (10%), as well as to estimate effective sample sizes for all parameters. The maximum clade credibility tree was built with TreeAnnotator v1.8.2.
Historical Biogeography
The ancestral-area estimation of the raddei-complex was inferred with the R package BioGeoBEARS (Matzke et al. 2013 ) using the dispersal-extinction-cladogenesis (DEC), dispersal-vicariance (DIVALIKE), and BI (BAYAREALIKE) models of biogeographical range expansion. The same models were also tested including the founder-event speciation parameter (j) and likelihood values of all 6 models were compared with the Akaike information criteria (AIC). Analyses were based on the maximum clade credibility tree (without outgroups) obtained with Beast on 26 Cyt b+ ND4 haplotypes. We defined 4 biogeographical areas for the raddei-complex: central Alborz (AL; Lar locality in Figure 1 ), central Zagros (ZA; Kuhrang and Tapeleh), north Iran-east Turkey (NI; Maku, Qotur, east Turkey), and northwest Iran (NW; all other localities). The maximum number of areas was set to 4 and 5 scenarios were tested. In the first one (S0), there was no constrain on the dispersion directionality whereas in the 4 other scenarios (S1-S4) an area-allowed matrix was associated in which each of 4 areas tested was constrained to be the origin of other adjacent regions. For example, in the AL scenario the colonization of the M. raddei-complex originates from Alborz to Zagros and northwest Iran and finally to north Iran (no colonization allowed between Zagros or Alborz to north Iran).
Results

Phylogenetic Reconstruction
DNA sequences were unambiguously aligned for each mitochondrial gene (Cyt b and ND4), and no stop codon or unusual amino acid substitutions were detected, supporting a mitochondrial origin for the sequences obtained. The total alignment for the combined Cyt b + ND4 included 1694 bp (640 bp ND4 + 1054 bp Cyt b) and the phylogenetic trees were built on the 27 haplotypes identified (>86 sequences). Each gene was partitioned according to codon position among which PartitionFinder selected 3 subset partitions: ND4_pos1, ND4_pos2/ND4_pos3, Cyt b_pos1, and Cyt b_pos2/ Cyt b_pos3 with the optimal models F81 + I, HKY + G, GTR, and HKY, respectively. This partitioning strategy was used for both the BI and ML analyses. The resulting phylogenetic trees of the 27 mtDNA haplotypes obtained with both methods (Figure 2 ) were congruent and revealed that the raddei-complex segregated into 2 major evolutionary clades showing distinct geographic distributions. The first one includes 2 subclades. The latifii-subclade was very well supported (PP = 1, BP = 99) and is restricted to all individuals from the Lar National Park in the Alborz Mountains. The kuhrangica-subclade, also well supported (PP = 1, BP = 100), included 2 localities: Kuhrang (type locality of M. kuhrangica) and Tapeleh, that are situated in the center of the Zagros Mountains. These 2 subclades corresponded to the species M. latifii and M. kuhrangica, respectively that appeared closely related with strong support (posterior probability, PP = 1; bootstrap proportion, BP = 75). The second major clade was the largest group and is moderately supported (PP = 0.95, BP = 65). This clade encompassed 12 populations from the north of the Zagros Mountains and most eastern Turkey. This major group included all individuals from M. albicornuta but also from M. r. raddei and M. r. kurdistanica, thus rending M. albicornuta paraphyletic. All the 3 clades are separated from each other by a mean p-distance of 2.4% while the maximum p-distance within each clade is 0.03%, 0. 63%, and 1.10% for the latifi, kuhrangica, and raddei-albicornuta clades, respectively (Table 1) .
We also performed an analysis with the Cyt b (1036 bp) including 92 sequences from our study to which we added 34 sequences from GenBank (accession numbers KX168711-KX168721, KX168742-KX168763, KJ415302). Among the 26 haplotypes identified, the phylogenetic tree (Supplementary Figure S1) revealed the same major clusters as previously observed on both genes combined but generally with a lower support. As compared to our sequences, only 3 new haplotypes (1from Lar and 2 from Turkey) were identified.
The 2 nuclear genes, Ba05 (14 sequences) and TPM (12 sequences), revealed no variable site between the 19 sequenced individuals (Supplementary Table S1 ) representing all 3 mitochondrial clades and subclades of the raddei-complex. Similarly, no substitution was identified between the raddei-complex and xanthina-complex (2 individuals) or Macrovipera lebetina (2 individuals).
Haplotype Network and Genetic Diversity
The Cyt b analysis of 1034 bp for 90 samples revealed 68 (6.58%) variable sites distributed in 23 unique haplotypes. For the ND4, 600 bp were analyzed for 98 individuals, revealing 17 unique haplotypes with 34 (5.67%) variable sites. The combined data set for 86 samples showed 27 different haplotypes with 34 (2.13%) variable sites. The network built on both genes concatenated evidenced 3 main groupings (Supplementary Figure S2) : latifii, kuhrangica, and raddei-albicornuta which were clearly differentiated from each other. The raddei-albicornuta group was as distant from latifii (32 steps) as from kuhrangica (27 steps). The latifii cluster included 4 closely related haplotypes from the Lar National Park in central Alborz which represents the most eastern known locality for the Montivipera genus. The kuhrangica cluster was represented by 3 different haplotypes and included 2 populations (Kuhrang and Tapeleh) representing the most southern localities for the Montivipera genus. The raddei-albicornuta cluster was the most variable and widely distributed in including 20 haplotypes from all populations of M. albicornuta, M. r. raddei, and M. r. kurdistanica located in northwest of Iran, and the extreme east of Turkey. MtDNA sequence variation within each lineage differed in haplotype diversity (h) and nucleotide diversity (pi) (Supplementary Table S3 ). Among the 3 major groups Table S1 for details of the samples. Nodal supports are indicated at nodes when significant and correspond, from left to right, to Bayesian posterior probability calculated with MrBayes and ML bootstrap evaluated with RAxML. The locality name is mentioned into parenthesis and the color code used for the different clades is the same as in Figure 1 and Supplementary Figure S2 . See online version for full colors. evidenced, the latifi-clade (Lar locality) was characterized by the lowest h and pi, suggesting that this population underwent a quick colonization or a prolonged bottleneck in the past.
Divergence Time and Ancestral Area Estimations
On the basis of the Bayes factor, our analyses indicated that the exponential relaxed clock model is significantly more adapted to our data set than the lognormal relaxed (BF = 5.56) or strict (BF = 12.72) clocks. The results obtained with BEAST using this model provided an estimate of the mean rate of sequence evolution of approximately 0.0103 substitutions per Myr. Our molecular estimations (Figure 3) (Table 2) identified DIVALIKE as the best-fitting model, whatever the scenario tested. However, the best likelihood was in each case obtained for DIVALIKE + J but the AIC was lower indicating that the likelihood was not significantly improved when the parameter j (founding-event speciation) was taken into consideration. Among the 5 different scenarios tested, S3 and S4 are characterized by the lowest and similar AIC values. In both scenarios, ancestral range estimations under the DIVALIKE model (Supplementary Figure S3) identified the northwest Iran, Alborz, and Zagros as the ancestral areas for the raddei-complex. 
Discussion
Historical Biogeography and Tempo of Diversification
Despite the high biodiversity and endemism of the Iranian plateau, representing potential refugia during the Pleistocene, the influence of climate oscillations in this area is poorly studied (Ahmadzadeh et al. 2013) . Our biogeographical analysis conducted with BiogeoBEARS supported an origin by dispersion-vicariance for the M. raddei-complex and identified the area represented by central Alborz, Central Zagros, and northwest mountains (Supplementary Figure S3) as the ancestral range for the species from which successive fragmentations occurred. This location is also compatible with the southern Alborz Mountains (Hamedan/Markazi Provinces) identified as the origin of the raddei-complex by Stümpel et al. (2016) .
Divergence times obtained within the raddei-complex (Figure 3 ) allowed recognizing 4 main phases of diversification that dated back to the Pleistocene, thus confirming the influence of climatic fluctuations on population divergence. The first fragmentation by vicariance in the M. raddei group is estimated to have happened during the lower Pleistocene (1.88 Myr), a date close to the estimation of 1.5 Myr given by Stümpel et al. (2016) . In this period, thus after the first major glaciation (1.84 Myr according to Dubey et al. 2006 ), a possible warm period could have driven the raddei ancestor's populations to the high altitudes of the Iranian northwest mountains on the one hand and of Alborz and Zagros on the other hand. Therefore, these 3 areas could be considered as 3 potential refugia for the M. raddei group and correspond to the splits of the latifii, kuhrangica, and raddei-albicornuta clades. In this scenario, the mountains of north Iran and east Turkey did not constitute a refugia and the recolonization of this area likely occurred later (about 0.76 Myr ago) from the neighboring populations of the northwest Iran (e.g., Sabalan and Zanjan) as inferred from their genetic relatedness.
The most recent period of diversification within the raddeicomplex (0.38 to 0.24 Myr) appeared to correspond to the MindelRiss interglacial. Between the first divergence of this species group until today the raddei populations experienced several glacial periods. Therefore, these populations have undergone several cycles of expansion-contraction but the ancestral distribution area has probably never recovered its former extension as revealed by the quasiabsence of haplotype mixing between populations. The glaciations did not influence the Middle Eastern mountains in the same way than the European ones (Blanchet et al. 1997) , as in particular traces of glaciations are observed at higher altitudes. During the last glacial maximum (about 21 kyr ago) populations of the raddei-complex occupied the habitats 1000 m lower than their today's habitats elevation Stümpel et al. 2016 ). Today, members of the M. raddei-complex are isolated in high montane habitats between 1100 and 3100 m above the sea level where they are adapted to a seasonal climate and a diurnal lifestyle (Stümpel et al. 2016; author's sampling information 2009 . In the Western Palearctic, early phylogeographic literature (such as Taberlet et al. 1998; Hewitt 2004 ) revealed that species contracted and persisted in southern refugia (Mediterranean peninsulas) during Quaternary glaciations. Then numerous studies (e.g., Stewart et al. 2010) point to more complex scenarios depending on the ecology and adaptation of species. As cold-adapted montane taxa, mountain vipers are in refugia during interglacials and experienced population expansion during glacial periods by shifting their distribution to lower altitudes in areas and valleys next to the mountain chains (Stümpel et al. 2016) . Consequently, populations that were previously isolated during warming periods became connected again. The central localities of northwest mountains (Tekab, Zanjan, Tarom; Figure 1 ) could represent such a contact area as inferred by the common haplotypes shared by these populations. The low genetic diversity observed for the raddei-complex as compared to other Montivipera groups (M. xanthina and Montivipera bornmuelleri; Stümpel et al. 2016) might indicate that M. raddei suffered the most from successive expansion-contraction cycles combined to isolation on top of mountains. This is even more evident for the latifi and kuhrangica clades which are located at the edge of the species range.
Taxonomic Status of Iranian Montivipers
The taxonomy of montivipers has been debated for a long time and different taxonomic units have been proposed. On the basis of morphological data, Nilson and Andrén (1986) Stümpel et al. (2016) , M. albicornuta and M. r. kurdistanica appeared paraphyletic, thus questioning the validity of these taxa. On the other hand, samples of M. r. raddei and M. r. kurdistanica are closely related and constitute a monophyletic assemblage robustly supported (Figure 2 and Supplementary Figure S2) . Our results showed that the mitochondrial genetic divergence between these 3 evolutionary lineages, raddei-albicornuta, latifii, and kuhrangica, amount to 2.4%, while the intra-clade average is much lower (0.83%, 0.03%, and 0.63% for each clade, respectively). Analysis of the distribution of the p-distances between all individuals sampled within these 3 clades indicated that intra-and intergroup distributions do not overlap, revealing a barcoding gap of about 0.8% between the maximum intraclade and the minimum interclade divergences (Supplementary Figure S4) . Accordingly, we propose to consider each of the 3 major evolutionary lineages here evidenced as a candidate species (Padial et al. 2010 ) that would deserve additional data to be confirmed (see below). In agreement with Stümpel et al. (2016) , we recognized M. raddei (priority of the nominal species name by anteriority) with the type locality of Kasikoparan (formerly Armenia and nowadays Turkey; Boettger 1890); M. latifii from the type locality of Lar Valley, Iran (Mertens et al. 1967) ; M. kuhrangica from the type locality of Tulip valley, 8 km northeast of Chelgerd village, Chaharmahal Bakhtiari Province, Kuhrang region, Iran (Rajabizadeh et al. 2011) .
It is known that taxonomic changes are greatly influenced by studies based on molecular data. In general, there is a tendency to inflate the number of species notably in raising subspecies to the species rank, particularly for reptiles (Torstrom et al. 2014) . Among the numerous species concepts that have been proposed (De Queiroz 2007) , the integrative species concept seems to represent a consensus among taxonomists (Padial et al. 2010; Torstrom et al. 2014) . Therefore, reaching a consensual taxonomic classification, particularly for the different subspecies that have been described among the raddei-complex, will necessitate including, not only more data in terms of characters (such as variable nuclear genes or recent morphometric advances) but also new conceptual approaches (Padial et al. 2010 ).
Conservation Units and Management Propositions
Defining what constitutes the minimal units for conservation management has been the subject of debates by conservation biologists (Amato 1991; O'Brien and Mayr 1991) . However, the taxonomic status (species or subspecies level) does not help in this objective mainly because of conflicting definitions (Fraser and Bernatchez 2001) . As an operational term, the concept of evolutionarily significant unit (ESU) has been introduced to describe unique groups of organisms, below the species level, that should be managed separately because of their originality (Ryder 1986; Moritz 1994) . Among all ESU concepts, we have here adopted the criteria of Fraser and Bernatchez (2001) that seems to be more adapted to sky-island taxa with isolated populations. These authors proposed that phylogenetic lineages showing highly restricted gene flow with other lineages within a species are appropriate ESUs for adaptive evolutionary conservation. Consequently, we considered all isolated populations of the raddei-complex that shared haplotypes as suitable ESUs for conservation. Therefore, we proposed 13 ESUs in Iran, defined as follows: 1) Lar National Park (locality comprising the only population of Latifi's viper found in recent years), 2) Kuhrang, 3) Tapeleh, 4) Alvand Mountains, 5) Qorveh, 6) Bukan, 7) Tekab, 8) Sahand Mountains, 9) Zanjan and Tarom, 10) Sarab, 11) Sabalan Mountains, 12) Qotur, and 13) Maku. Among them, we recognized 6 priority ESUs (Lar, Kuhrang, Tapeleh, Alvand, Qorveh, and Tekab) representing populations of very high altitudes (>2800 m) that appear highly threatened, notably by the climate change and the expected future range reduction .
At the species level, the International Union for Conservation of Nature (IUCN) assessed M. raddei, M. albicornuta, and M. latifii as near threatened (NT), vulnerable (VU), and endangered (EN), respectively whereas the situation of M. kuhrangica is still not evaluated. Based on our results, notably with respect to the distribution area observed for each taxon, we reviewed the IUCN's present categories for the 3 candidate species previously recognized. Firstly, we propose to keep the EN [B2ab(v); C2a(ii)] category for M. latifii as its distribution area is very small (about 46.5 km 2 ) and presently restricted to only one locality (Lar National Park). Secondly, using IUCN (2012) guidelines, we also assess M. kuhrangica as an EN taxon [B1ac(ii) criteria] because its extent of occurrence is estimated at about 3112 km 2 (less than 5000 km 2 ), its habitat is under severe degradation by overgrazing, and it is observed just in 3 localities (<5 localities). Furthermore, this taxon is limited in natural altitudinal movements by cultivated areas and threatened with killing by nomads and nature visitors/tourists, road-killing, collecting by private collectors, killing by bird hunters around streams. Finally, we suggest rising up the conservation level of M. raddei currently categorized as an NT taxon to VU in the IUCN Red List. Despite the large distribution of this taxa, its populations are severely fragmented, highly fluctuating and faced to ecological (climate change; Yousefi et al. 2015) and human-based threats (overgrazing, intentional killing, and habitat destruction; Behrooz et al. 2015) . This taxon is also severely threatened by over-collection for professional anti-venom production or traditional medicine.
Today's conservation measures on Iranian montivipers are not adapted to their new taxonomic, genetic, and distributional status despite their importance as threatened taxa. In Iran, conservation priorities for which protected areas have been founded are, in the great majority based on large mammals, in some cases on migratory birds, but without considering the herpetofauna. Today only about 10% of the suitable habitats of the M. raddei complex are covered by the network of protected areas . Moreover, all populations of M. raddei have not been discovered yet as revealed by a recent discovery of a new population in the southern Zagros at 200 km of the most southern population known (Kuhrang). Such unidentified populations could disappear before they are discovered.
Finally, we can suggest 4 major advices that might be taken into consideration by the national conservation policies in charge of wildlife protection: 1) prioritizing the conservation of montivipers not just as a global rare and threatened species but also as an ecological important species having a major role in ecological chain, notably in mountain ecosystems, 2) investigating unknown populations to better delineate the species and population distribution, 3) establishing new protected areas for populations that are not included in the current protection zones (Kuhrang, Tekab, Bukan, Sahand, Sabalan, Sarab, Qotur, and Maku), and 4) assigning core zones in present protected areas for maximal protection of montiviper populations.
Conclusions
Based on 2 mitochondrial genes (Cyt b and ND4), we distinguished 3 major evolutionary lineages in the M. raddei species group that we tentatively recognized as 3 candidate species (M. raddei, M. latifii, and M. kuhrangica) pending additional data for confirming the specific and subspecific status of the different clades evidenced. Our molecular dating indicates that the divergences within M. raddei result from the Pleistocene climatic oscillations whereas our historical biogeographic analysis identified 3 potential refugial areas in Iran (central Alborz, central Zagros, and northwest mountains). Finally, considering the genetic structure and distribution of the M. raddei complex, we propose 13 ESUs to guarantee the conservation of all the phylogenetically significant lineages of Iranian montivipers.
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